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[0003] ±^sx^(DmwAmm^it. f£m^<Dmmtfj:ox^^^o ^<d^^ 

. (tumor dormancy) lcli!^fcnS{i-f "C^So Tumor dormancy trS'lib 

^Folkmane>f*^S^J5a3650^i-SjfiLifff^PB.*S^^Srl^^U. T>'v?:^>^i?^>'^ 

•r. mm.^ikw^^^mmmt^m.i^inx\^^^, 
[0004] m)^^(D^m. m^it. mmmimmm. mmvy-^^^^^xhmwj^sk'^m^ 
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-I^OjfiLWfr^PWHT-^iS^^S iad>e>(OJfiLWft A^Pi-^U-CV ^^^;#x.^:rt-C 
[0007] ChondromoduUn-I (ChM-I) fi. $>C'i'l;i#^ii-SJfiLW^^P5.l^ H^^^bT. 

[0008] chM-ii:+ai^i4^^i-siiM<^MKil^v^-?^«^u-c. ChMlL^sm^^tV-C 
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[0011] m.^x.^:^^<^n^mmffuti.xmmir^mia-x.m^^i^^<^M^:kmimm-r 

[0012] b/j^u. ^(Dm^(Dmm^j:mmtL-x^ :kmmmm^^:^y<^m^^t?mAi^^ 
j^0.\.^ir\,^^t7!>tutumm^fi^o mm. skmmmmmt\^xm0^nmi)m 

[0013] chM-»*. ^(Dsk'wmmm^^^Mmi.xijimmti.xmmir^^th^fi^n 

^^thX\^^{0^n:ScWt7)o m^mmtVXC\anese hamster ovary (CHO) 

f^^^y^^<^w^im^-t:dmmxh^tii^^nxms)o 

[0014] ChMlLtCoV^-Ctj. ChM-ltmm^ChMlL^:kmWX^m^'^^tmAi^^M^ 

u n±i()mmxh^^t7^m^^tix\f^^(0Wfi^xm9)-^ti. cos7*(Bjia<^i^* 
m^i^chMiL^m^^'^^^tx.mmm^ii^^i^^^^^<^Mtvxn^:iti^-^ 
mxh^Tf)^. ^<^^m*f*<s<. chM-itmmi^^Mi^^jB^L^xm. xmcDMi^ 

[0015] */c. ms^mnm^i^^^^Wi^. ^(Dmm^^h'M^^a^mm^thxmmm^^i^^ 

tl^:zt7!)^:h^o m^ti. Tumor necrosis factor- a (TNF- a ) f*IlM<^J^Hiii5'^^^^ 
Mtl^X^^^^n. S^nM^^^^<i!^WtVXhmm'r^^K TWP-a converting 
enzymef£if(D^tiy'T—'^iZX^XWW{^fl.^mn(D^^^y<i!^Mt\^Xhmm-r^ 
r^^S^e)tt■rv^5o ChM-I{^:oV^Tt>. IlMcOj^^i^^-^^Wi^^Wi-Sjas^ fiirin?fcif 
Ot/ot'T— ^d5^^i-51^-<h (RERR) -e::^C2-fe'»'^^^ttT. CMm(D120T^y 
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[0016] bd^u. jim<Di20T^ymm&7!}^hti:^^mmchM-i\t. ::fi^m.^^^ML^xh 

[0017] "^fc, ChMlLlCOV >-C}*. ChM-I^T5y^iE^J±(7)^ |^^4S^W■rSt>0<^^ 

i-§i:it^$tt-C*59. 5>BMi5'>'/^i^®<Z)^'S^{i/iV^ (#fF:i:i^4:WO00/12708. 



#fF:ft:j|fe5: 


WOOO/29579^ «RFWr3CHR6:WO01/23557x wrrXH'C/ .wuui/iOiiUJ^ 




:wooi/53344. #^#^15:^4. ^i^fF:X:gfe5. #^i|#fF:S:m6) » 




WO01/23557^^-?>':71/5'h 




WO01/53344^^^:/:7W5/h 


#fF:SClS)t3: 


#^2002-504494^45^^ 




WO00/12708^^^V:7U'5'h 




:WO00/29579-^^-?>^:7W5/h 




:WO01/23557-^^-?:/7l^yh 




:WO01/48203^/^^71x5/h 




:WO01/53344-i-^-?i/71/^yb 



#^#fF:S:mi : :t=74]}— (O'Reilly) m "fe/^ (Cell) (USA) 1994^10^ 21 0 79 
^ 2-^ p315— 328 

0mWXm::!^7^V—iO'Remy)m -fe/l- (Cell) (USA) 1997^^1^ 24 B^tr 88^ 
2-i- p277— 285) 

0WffX^3:M^ if • v?^—- ^7U-:^>^'-^W;rDv?;«7/l^->^5;^MJ— (The Journal 
ofbiological chemistry) (USA) 1997^12.^ 19 0 ^tf 272# 51-^ p32419— 
32426 

0S(^WXWi4: : \1S^ n yU:t^^:fJ/l' • T:/K • ^<^Z7^i^:fJ/V • y if— ^ • =^:xn>ir— 
v^3>'X (Biochemical and biophysical research communications ) (USA) 2001^2>B 
2 0^ff 280# 4^ pllOl— 1106 

##fF:S:m5 : •:f^>y^ (Brandau) m f^:x.xi^y:f:r^^;V • ^>{^^yi7:^-T^^ • :^ 
(Developmental dynamics : an official publication of the American Association of 
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Anatomists ) (USA) 2001^5^ ^ff 221^ 1^ p72-80 

— i/3>'X (Biochemical and biophysical research communications ) (USA) 2001^2 

^2B^n 280# 5-^ pl323— 1327 

^wwxmi:\u}\\m B^^^^m^^m25m^^'m^m^M 2ooi^ii>^ig 

^ 2P-0206 

#^#rp:flCit8:Ti^if^(Azizan)^ •^•-J^—^/V':^Zf-^<^:t^i^:U;V'^^hV 
— (The Journal of biological chemistry) (USA) 2001^6^ 29 0^^7 276# 26^ 
p32419— 32426 

^#fF:s:it9:«iS^jii# Q7/^^^±m^^m2m^^'m^mwM 2001^11.^ 

mfT 2P^0770 

[0019] :^mm^\^. ^^(Dj^KiMMChMlLl;ioV ^XU^ ^fi^Mx-ti^^. ^tU^Ticl 

^^4<OJJ<y-<>^^K(s-chMlL)^ff:fc^c^v^fcU $^i;:s-chMiL>&e>Tj5{c^<7)gfe 

[0020] irfj:t>ib:^mM i^. 1) iB^J#-^9lc|a^(^T^/^SB^J;e>^b>feSJ}<y-<:7'^h% i^t^ 

i^M-rSo *fc. 2)NMii^Rxj^xx}^cMm::r^ymmm^^^himM:^fhx\^^^ 
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t^r^ymmm^hf3:^2) *fcf* 3) iz.mm(D^v^^f-h\ 5) mN^^Rxj^yxi^c 

Tir^/VS. Tjx/l'^/V*^ BocX. ^U<«Finoc^<J:95fe5P>6^bMf^*T' 

[0021] *fc. ;^^igf*. 9) gB^J#^9lc|Em(^T^y^BB^J^=i-K-rS5<i5'^:^^Kia^J 
^t>o:^^^^. 10) gB^J#^3<D4— 243# g (Dp?iJ'V:^^KiE^J^Iri^o^^:9'^ 
. *fc{iBH^J#-^3<^4— 243# a (Dp?i^l/:t^KiB^JC)1^Mia^J^:^by>^3i:xhf^ 

^i-SJ^^y^r/^KSr^i— Ki-S5^iJ^w:^^KiE^JSri^o^^:9-^-. 1 D 2) -6) (D^ 
tv**{-BB^07}^y^::^^K^=— K"t"S^^i^^^^'BS^J^^'^^^^^^> 1 2) 9) — 

1 1) (D'mnfi^oimk^^^ts^^^—. 13) 12) (d-^^j^^— icj:t)?i^®^ia$ttfc 

[0023] 'r^jit?*>;$:|g|g 14) tfrffil 3) <D?l^®feife$n:rc^&^^lia^*-r5Xa. 43 
J:tF^^^$^^fcJJ^y^^^K^IiIJI5li-'5Xm^^■f"5r^^#^i:i-5. taiBl) —8) 

fe^a$nfc^^*^Bila35>b2Ky-<:/^KS:^^f^ftm?^^^HIll5li-6ii:^^m^i-s^ 14 

) <0-^])^-^'^Y<Dm^io^. 16) a^*0Jiad^e>lHlJlZ$tbfcttm?g^TritonX-l 14 
-e«i3gLfc=^(c5t.il^^^«l.a^fTo-C|g|^<fe»iSr^*-r5Xg^tP. flfflB14) * 
fc(ii5) (D^i\.t^<r)^-:r^Y(Dmti5Wi. 17) ^t^^ssajiad^^xKy-^^^^KSr^t?** 
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8.0d^6>8.5<^f5ffltCPSi-5^i:'Sr#^^'rS. BfflEl4) -16) (DipitbiHcmm(D:^ 
]}^-:f^V(DmB:^^. 18) llhChM-lXit.ilhChMlL^m^'^mfM^^^^^fl^ 

chMiL^®i5t-r§^&. l9)^*mlS^[HIl|3li-sx@i!^Al^oi--<-cox@^;I*5v^-c 
5. MISi8)(D3^it:^&lct5Bii-^o 

Kmm.(Dmmmmm. ti:hmcm^. mmv^-^^s mM^mmm. m\^mm. m 
[0025] ^hia-i. mm9)7r)^hii)(Di^n7!)^cmm(Dmm^^^^t^xoi'im.'^^mi¥^ 

[0026] ^mmcD^mi^m&m^. =^5z6-r5j;5t-. skwm^if^mmm^M:^.. mwrnm 
m ^xmmfs:mm^^f)mhfi^tmn^Mo 

[0027] ^fc. :i^^m(D-^^i^m&Mi'i. ^^f^#'r§ChMlL<?5gP5>Sa^j3ii^b'feSS 
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[0029] < nr^'l4^y^:7"^KS-ChMlL. MS-ChMlLtiU<fi^tb^=»— Ki"S^^5>^> 
[0030] ^misiWi)^WTtciZ.j^^^M rjkWff^ (angiogenesis) J (D ikW^ 

capUlary tube formation) t\^o:^'riyZ^^t^^tf)^^htlX\^^^o ^mmKn^ik'W 

[0032] ^fc. m<^^^tK^ :^mm<D-^^i^^v-<-^^m. ^'wmm^x^'W(DW^ 

'wmmnmm^xu'W^i^mmti:iff>^^hfix\,^?>o v^^x^ ^^m(D-^mm^ 
mmt^i^. ^'wrnm^x^'W-mw^mnt^^mtf^^mmx^Y). ^fc-s-^tM 
Kit\^xmi^xm^\x&^o 
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[0034] :^mm(D-psmBMv^y^m. ^m^ia-im^m^9iz.7T^:^ti^r^ymmm^^ 

hti:^^V^Z^'f-V (S-ChMlL) X*h^7!>^. ^(Dmm^^hi^imti:^^ >>V^tiSX±(DT^ 

>^^K(Ms-chMiL)-efeo-ci)<tv\ mm^-B-9iz.^^MT^ymMn<DN 
[0035] tA^oT. ia^js-^9t^^$n^T^yM^j;0^^.?ie5^y^>^^K (s-chmid t^. ^ 

[0036] Wz.^ gH^J#-^9^^l;^$tb5T5/^iH^J^^:*5V^-r. -€:<D— g|S<DT^y^^^:d5^3fe 

o 

[0037] ^Jx.f^. S-ChMlLO-o£Jl_hOT5/^aSSr. ^<or%mh.\\^^^'^m>\^<yi^ 

(Gly) ^:/ciy (Pro) . Gly^T7=V (Ala) *yhf*/^y (Val) , xi^-yl^ (Leu) 
^^yn^iyv (He) . i^/V^5::/^(Glu) ^i//V'i5'5:^(Gln) . T;^^^^^^'^ (Asp) if 
r;=^^"?^^i/ (Asn) . i/>^^-r>' (Cys) (Thr) . Thr^-fey >- (Ser) 

Ala. y i?^' (Lys) i:T/V=¥^:x (Arg) ^flr^J^i-5w^;i5x-#5o 
[0038] ^o-C. or^14:^^y-<^^K}&5gB^J##9{C;^$tl^T5y^gB^J^«:M>feSgE^J;5^ 
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[0039] ±m<DMS-ChMiL(Dr^ymmm\i. iB^J#-^9lJ:^$tbfcT5/^BB^Jt-*f^&i- 

[0043] mtvxi-i. 6m&^±<07imvtc}i:^'f-i^>'^m^m-t^iiis^^mmhv<i-tFLAG 
<it.^i^^m^^xmm7!)mM,tfj:^t\^^mj^^^-t^o 

^i^y<i^Mxn. ^mmt^(Dmm^Rft^^'^^^ti^xox^\:^^^'^. mm>L'< 
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[0045] :L<Dm^. -iih<D^^m'c$>^-^^^^]}'<y^vt\^x(Dm^^^^^^^Mii> * 

M6<jl;i}*BB^J#-^9lc^$tbST5/^gB^Jd^b^^§3!Ky-<^^K (S-ChMlL) 

^^/-?i^^:Sr:n>'K^:/^^— ifLys-C(EC 3.4.21.50) "C^abT. ^(DVi^^^^^C 

[0047] _hlso«|f^(*. v^-f tb^5^ll#{;i-Ji9:6«ii;ifiJffl$tt-rv^5a'«f <D:^^fet^f|Jfflu-c 

(Hermanson) ^ /'^>|':^=i i/' v^^x^ — h • T^^-y^:^ (Bioconjugate techniques) 
(USA)1996^tf Academic ^^s^n:}£<D<k^(OismM^'t^^h.t^X^^^ 
[0048] *fc. :^flcm)^S5l5t>U<W:jie^mia;tfe(^J;o-C^jg$tufcRr^i4^y--^>^^ 
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fc5>i^^#'5-ij5^-e#S (Park) m ■:^xii^—y'^>^'-^y' ' •r^yB'ir;V • 

— . . . if • a.-^^xy K • • J^J":^ • T;?<y (Proceedings 

of the National Academy of Sciences of the United States of America) (USA) 1991 

¥3 n P22046-2050) » ■^tc^mmtvxi^. uMm^ a T^ym^w^w:(o 

^^K^. Sulfo-NHS-AcetateJ^il;!Kg^^-C^ai-Sr^{c:<fcoT. Nmmi>^T±^ 
[0049] U±<DXofi:^mXWLnvrcC\MlL(DTK/mU^^^i^^^ ChMlLt^mi^^ 

[0050] <mM^i?>^<^^> 

[0051] mmn.m^mmia^. mmmm. mmistx^m^Ufmii^^i^Mo ^mmmm 
[0052] ^mw]^(^^^^^^—t\^'^\t. mn. mm^i^ot-r^M^^(^±M\^WM-ir 
^-Kffl-etSo ^^sm^tJ'^— i:i-T«^x.fi. sv4ooinS8:^ci^— ^^wr-s 

pSV2dhfr(Mol. CeU. Biol., 854, 1981) . pcDNA3.1(+)(lnvitrogen^fc)S.tJ^pCAGGS( 
Gene, 108, 193-200, 1991)^<Sr^J^-e#So 
[0053] mMUm^X a tf^^l^^<^n^m^^^^^WOit. ^tb g -Ci* #<<7) 

^:d5jl^T*feSo'^J;tf««'^t?^m$-fr^^i:l-'Cf*#§8BS57-159489-^<2t^l;i 

#|iBg60-37988-^^#{C|Sm^tLfcrM^^^^^:xn«^>r/V>^^^-<^i?-OSlfej 
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itmm\^mm.(D^Miiii^. ^th^timifhfi^t)K t>*>^A/;itvbi^A^{-t>#^# 
[0054] B^^^4/Ky^:/^K^=^-Ki-^^t'g^^^^. mx.\t. i^mn. ^wm^x 

-C(D;»Cj^0}*Echerichia coli K12^^;5Si<fflVNe>tl/. ^i!7^—tVXitpBR322RXJ^ 

t}5S-e#S„ ^<^J:5>'.^'^fifeife{*> ^K±^ ^^i5^7^<D;^ife(Itakura et al. Science 
198, 1059. 1977)ti:hXJ^i^^l^Th(D:^^iCrea et al, Proc. Natl. Acad. Sci. USA 

75. 5765, i978)\c^oxn^^t7!t^x^^o ^ox. :^mmnm^m^\^tiMmm^\ 
[0056] i><\^xmhti^mm(Dmm^(Dm±mm^(Dm:K:^^Rxj^^fhiz.x^^M^^ 

L-cfi. um\.fcm^mmz}t^\^xmm^f^^'^m<D-h<D^^:M:m^x^. ^(Dmm 
hm^mm(Df^wm\^ti^if¥Txmmx^^o 
[0057] ±m^^*). Mmmmi^<Dmmp^. mm^$>^\f^ftmmm±i^m^>'^<^m^^ 
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mim.W^^^Mmt^mA IQSO^e^ 23 0 ^tf pll75-1259;Arakawa^ 
^M^^^P^hV— (Biochemistry) (USA) 1986^12^ 16 0 ^m5#25-^p8274— 
8277 (1986); ^^'i/ W (Langley) ^ 3— nt'T^-i^^— t-/V'-:^:/-^^-r^'J^-^^!^ 
— (Europian Journal of Biochemistry) (Germany) 1987^3^ 2 0 163^2-^ p 

^^^y^^—^a-^h^^^^—. ^^^=^^^-^^^^"7^^— (HPLC)m<r>^UWi¥^^ 

{His^^ . v'^i^(Sisk)^ -J^—^;V':ff '^T^nxJi;^—{}o\xms\. 
of Virology) (USA) 1994<¥2.^^^f 68#2# p766-775)&TJ«FLAGi5^^(^:y:/( 
Hopp)^ ^<^;^-7^iJ'7t3i;?— (Biotechnology) 1988^|iltf 6# pl204— 1210)^S^(f 

Ms-chMiL) (D^^mf^m-t. •mmmixi^-<^x.^\z.'mmir^^hi)^'nmxm. 
zM.hcD'^if^m^xMs-chuii.^mU't^^thmMm^x'^^^x.o \z.%miM^ 

[0058] <^^-<-:^^Y> 

[0059] @*B'^fifeife-^?^ffi'^^^'^C^% -il^6<J^cfflv^bt^^-<:^^K'a•fife^^ 

1975<^tTs^ft^0*^'fk#^^ ^i^^ 

w^mmi '^i^^<^n<Ditmv ymit^m^m.'^^^ i977^tf)o*rc. rt 
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ttfc?f^i:i-^-^^'^tfe'C'fe6 (/N— ^^yv (Hermanson) m :^=i Vv^cx^ — b • 
X:^':=.5/:^^;^(Bioconjugate techniques) (USA) Academic Press 1996^^ff)o McW'^ 

mx^mu m^zff-v^5ii^hio%w^mmm^<^^mc^^^mxm^t^-^^^t 

X'\i'uy/]^^^^^m\cmt^'^^^t7!)^X%^ (Park) # zTnlz—y'^^y^'-:^ 
zf • ^^/3:^/^ • T:fJ'f^ — • • • • ^^-^ "r-yV • :^^^^y • • 

T:^]):^ (Proceedings of the National Academy of Sciences of the United States of 
America) (USA) 1991^3^ l^tf p22046-2050) » 
[0060] <^flc> 

[0061] ±fBT'fflvN§m«c{*. mmmKm^(Dmf^^m\^^xm^^t:dix^:^o ^mmi^m 

V^5^^fi. Jj^^iJ^n— ^/V-^^:. fcSV^{*^yi?'>3--:^/l^^^(5:/l-^^-l'>^(MUstein 
)^ (Nature) (England) 1 983^ 10>^ 6 0 |gff 305^5934^ p537— 

/v^m^. m^v^-:^^h^^m.}^tL^xmrf^'^tim%wim(Djkmm^hmuir^:i 

[0062] :^^?g<D"5r^^4>^^y^:/^K^)SV^^iChMlLi5'>'^^:J^K<0^t^t-f*. :Ltlh(D^i^ 



wo 2005/037864 16 PCT/JP2004/015620 

[0064] <^^;^jsfe> 
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[0067] ^m^<D^m^m^ir^i7im-i. riy-t4y^—^^yH^j^^\:'Xm ^ fj:mm^^'^ 
[0071] <E^ia> 
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[0072] mQmtvxi-i^ mm.m. mm. mm. •^■:f^)\^n. mn. ^^\^\mmn 
m<r>nm:wsK'r^^h'mx^-!bo ftMm^\^. ^t?^^j. ^^^^j. wm^ 

"QEMn. ^^^^nm^trnMnm^^-r^h-h^x^^o 
[0073] *fc. imvm\^^^-^^^^m^>^\^x\twm\. wm. ^^^j^^sr^^i-a^^ 

[0074] ^^''f^^^mM<r>^'^^W^^-y^<^Wi^h-f^^m^\c\^. ^tb^^-K 

2001<^^tf 117# p299— 306)„ 

[0075] #:m:3b-j;Tj«3Sii^^ vm^^. ^n-:>sm. ^a^r^ 

X—KhfdO. l|l»J:o#0.1mg;{i^f5500mg<D^ia-e. 0*U<W:O.5mgd^b2Omg(Ofi 

[0076] iEi^T. mmm^^ox^^m^-^h\zM\^<nm-r^ii^. ^fLh<ommm\t:^^^^ 
[0077] f^id. -rwmmmKi^^^x. ^m^^m^m^t^^i^f^m. ^^^^^v^. -y^yy^ 

^ -^^T-T^W^^^CSambrook J, Fritsch EF, Maniatis T. 

— ;=.i^^:T 72J>^by— -v^^-jt-T/V ||2jS (Molecular Cloning: a laborator 

y Manual, 2°^ Edn. ) (USA) Cold Spring Harbor Laboratory Press 1 
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989^) i,zmm<D:^m^x'on^7!)\ *fcf*. r^m(Dum'^^yh^m^^^m^i^n(^ 
[0078] (mmm) 

ij:y'^y(^-)jA^-f—^yy^^y^^^') X.'OK^'^WmU (No. CRL-1651) -efo«9. 
293TjNHJiSi:{*tM&j«^Bi* ^<^j»ilia-eGeneHunter Co.:^y)7^^-^WiMU ( 
Cat.No.Q401) ^^m. MRC-5*lBjiai:}*thfl&j«]E^im*i^^«iiaS^O«8lflaT'aW 

y— pri^jfe^Jia (No.rcdo2 1 1) -cfciQ . BieFio^j}^}^-^ 

^^^^m^wM ^(Dmu'^K^cc^'oK^'^^fmu (no.crl-6475) -am. 

Lewis Lung carcinomas (LLC) jMiiaf:i-^lJ':^Jiip^*^*BI&-eATCCJ:t)A¥^Frtg''jt*Sa 
Jia(No.CRL-1642)-T?fc§„ *fc. ^iife««J4'x HUVECs^Jl^ (fcM8?^^Ml^^^J}&) 
^U?HMVECs(th^J»m#imi^>fe^iia)i*. ClonticsttJ;«9. ^fcNHDFs^JJSf^H 
^tb^tvA# prig-C*feSo 

[0079] Br^ti53^y^^^Ki5^>'^-^°:^'Kt^^W 

<^m> thChMlL(T^y^l-317)<DC7^<iSlCFLAGi5^i5^dSg!j.^L/c^>-^'^^K 
^3— K*r5cDNA(ia^J##l) SrPCR&lJ:<t«91ii|iib. pCAGGS^^iJ'— (Miwa^ 
V'—^y (Gene) (Netherlands) 1991^12^ 15 0 108#2-^ pl93-200) \Z.i7Xi^ 

^^i^bfc(pCAGGS-hChMlL-FLAG)o i^. 5^^Jfe^J-e3i^'<^FLAGi5'i^(Sigma^±) 

8T^/^d^e>>'^^B;!l<14<^-^~;*^^:7'^K(Asp Tyr Lys Asp Asp Asp Asp 
Lys)t?fc5o yjK:73ijJ^hT5:/7'7:^^^(Life technologies^t) t^fflV^T. SSifii^M 
#lCtt§V pCAGGS^t;«pCAGGS-hChMlL-FLAG^COS7*|BJ}aS.t;'293T>^flai;ib 

FLAG M2T;{fa— P<.(Sigma%h)-e:fe^i5t^^tfofc„ :fe^it|^#(Di^>y/V^15% 
'$^/l'"CSDS-PAGE (sodium dodecyl sulfete-polyacrylamide gel electrophoresis) 

^(##f^:SCi^5) . -^^{^:^^7}^—;;^^7^^>;/^y^^■?—:^^rv'y— if (horseradish 
peroxdase) -C^^^ttyttfil^^l^^^IgGmf*: (Dako^t) ^ffi V ECLplusK^ ( 
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Amersham pharmacia biotech^h) KX^m^aUmW^^i^t<^Xm^^ft^^^'^t^o 
[0080] <>^m> mU^^^^^V^zf'^V<D^:^:^dfl^zfv2^yhmi^^^^li^\^f^^^^ 
(U—l^l : pCAGGS (COST j^JiS) . l/-^^2 : pCAGGS-ChMlL-FLAG (COS7^ 
JJS) ^ U—>3 : pCAGGS (2937^5^) . U—l^4 : pCAGGS-ChMlL-FLAG (293T*ffllia) 
)o pCAGGS-ChMlL-FLAG^h7>';^>'3ii?hU/c^Jia-Cii. Icl^^jlSkDaO 

[0081] nsm\^^])^y^}'^(^WMRxfuM^T^y^w.m<^m^ 

< > ^)-^'7^^\'T^>":f'7:^^M (Life technologies^t) ^ffl V ^T. M D^pfJiS^ 
«^^:^^§V^, pCAGGS-hChMlL-FLAGSr293TjiS|iflaiCh7>':^:73i^hU. ^48^K^lJ: 
it*_h?*^[aUlXb/Co ^tlFLAG M2T:^fn— ;^(Sigma^t:)^fflV^•r. T:7><:::i7^'<— :«7 
7A^f^®ib. ^m±^^'^'7MZ.r-:^'7^\J-Z^ 25mM hy;?!^:^^^^?^, 150mM 
NaCl(pH7.4)-e;{77i>.tri5fc#^. O.IM :/yi/:^-HCl(pH3.5)^ffiV^-C^mU 1/20 
^ft(^)lM Tris-HCl(pH9.5)trfflV>-C^ffi^^«r4'^PU:^o ^mig^fflV>-C15%y/V'-t? 
SDS-PAGE'^tTV\ Sequi-BlotTM PVDFl^(Bio-Rad^h) tc:h7>':^:7T— 
GelCode Bluestain reagent (Pierce%h) -C^feL/Co ^15kDa(D^^^K^^«9mb. 

hT^y-^y^^— ^(pyroglutamate aminopeptidase^ Takara^t) tf^OfSb 

[0082] <j^M> pr^ti5j^y-<:/^K(D»^a©@<^#M5>T*SDS-PAGE^^JgU. 
GelCode Bluestain reagent (Fiercest) -C^-feL-fc^m^ (A) IC^-T (l^— >'l 

Ad^b<??^W®^{-{*.*&15kDaOi5'i^^-?;5'®d5#lit-5:ii:^5§^bd^^jfco/c^ 
15kDa(D/^>'K^§J^)ttiU-C. :3zK-7>'^fe-e^Ufci::i^. T^ymun^U^ 

T'^y— ^-e^abfci=^. N^T^y^iB^JSr^Wbfci:^^. ASEEELPi:V^5BE^J 

) (D237# g d^b3i7# g *-e(?D8ir^y@^(gE^J#-^4) -e#l^!fe$ti^:ii:;65>jgj5gu n 
7l^(?5T^y^-efeS237# g Oi^/i'i?5:>'fit°t3i>^/i-i?^:^@?{e:^#i$tvTv 
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[0083] MS-ChMlL(D:I^J^^-e(D|il^^M$Sl 

<^jfe> fchChMlL<7)237-317#@ (D$|55>T5:7^iB^J^C. nMm^^^^=^^'^^ 

) ;lrPCRlfe(c:J;«91i#Sb. pET-<iJ^i5'— (Novagentt) K^^—=-l^-!f\Jrz.(, 
pET-shChMlL)o pET-shChMlL^;k:^0Origami B (DE3) pLysS (Novagentt) (^1?^ 

isopropyl-l-thio- /B -D-galactopyranoside, IPTG) ;Sr^^PU-Cm!l^;t^:^^-«^5'®<^^ 

"m&mM^. -^h\z.AV^W\'^mvk^ it^?g^5000Xg-Tr^.i>U-C:icM^^^i^5/Mb 

6 M ^r=^i>l^. 0.1 M NaH^PO^, 0.01 M V):^Wm^mW. pH 8.0-e rT^^I^^x 
i^'L>5)'^itCj;«9^^tiBil5>'Srl5^*b, nickel nitrilotriacetic Tj^n— >^ (Qiagen^h) ;^ 
7i^l;iT'7"7^L:^ ;;577A:gr8 M WM. 0.1 M NaH^PO^, 0.01 M 

200 mM-r^ij^i/— /vAt)<^^^5/:7r— T-ffit^x.iS^^/^-^i^M^^wbfco ^mie^ 

^PD-10;^77A (Amersham pharmacia biotechth) \Z.T'fy-i\^^ 25 mM HEPES, 
0.15M NaCl. pH8.3lC^<5/^T-^iaUfCo mifex.i?>^-?i5'«^?Stfi(^3iVKh=¥^/^ 
f*. Triton X-114^fflV^-CAidaP5(D;^lfe(Aida^ -J\-"r)V''^-:r'^^=^Jxx-^')J)\^' 
^y y:^ (Journal of Immunological Methods) (Netherlands) 1990^^9^ 14 0 ^tf 

132#2^ pl9l— l95)Sr— gP3fel^U:fci^AT(-^-r:^i*f-J:9l^*Ufc„ m^^^> 
y^^mm^'^K. m^WkWfiVU^^^^^K'yriX.on X-114^;tJPx.T. 7K-h-e30:9-. 37 
't:-C105>-f^^:x-<— hb/c^. 2000 Xg. 25X)-ei05>rBl^'L-b±M?rlHlJRbfCo 
±^{C^*l-^^;6n%^/^S<J;9l-Triton X-114^*P;tT. ±M(OW^^h'?—mm> 
jgUfCo PD-10:;?77^%1% ■7^:^^^/='— /V'^-:^hy'>A-e»6i^b-C;«;7.^rt(^^:/Kh 
^i^l^^^^UiM. ^^J^y^l^^^v^— (Pole^t) -C3ii^Kb^v'V^^^Ufc:25 
mM HEPES. 0.15 M NaCl. pH8.3tCg^Lfc^. m^;t:?Ky-<:7'^K^^T:/7-l' 
UT. ^#UTV>^Triton X-114^^*bfCo ^>'Kh=3ri/>iiStt, Limulus 
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amebocyte lysate assay (Biowhittacker^t)-^^!)^!-^::* i^>^<^MM&\i. 4^jfiL?tT 
/V:/5>'(BSA)Sr;^^>'y— Kt^^fflV>-C. BCA protein assay reagent (Fiercest) "Cill 
^bfCo i^MUfcm^X.JKy-<>^^K^15%y/V'T*SDS-PAGE^tTV\ GelCode 

Bluestain reagent (Piercelt) "T^^-febfCo 
[0084] <f^^> 3»iiUfdW-^X.JKy-<:/^K<^SDS-PAGE'lr^iiL. GelCode Bluestain 
reagent(Piercett)-e^febfc*tm^EI3l;i^-r (l^-^^li^olTn'fbC- 2 ^/V';i/:/h 
l/_:x2:3S7n>fk(+ 2 7f/W;^7^h:3^i5^/-/V') ) » nm\^tiB.^^^V^ 
:/^K<^j^VKh^:^>'it-^{*5 EU/mL/mg protein^lc^-efcO. l|X*r*15-30 mg/L 

[0085] jki'rt^jNaj}a(7)iimi5a*f^ffl<^^*f 

T^f ofco jiffllia^96:A:^V'— MJ:3,000^@/welI<D^^-Ci^^b. ^<D^. jfiLt*##?£ 

<^MS-ChMlLO#^ET. 10 ng/mL FGF-2(^|^^^JiaiiMia^^2) . lOng/mL 
VEGF(J^[LWl^>SC^imH^^)^ lOng/mL HGF(Jif*(ail&^i5fiH^^)^ 10% FBSdJ^v-^j^ 
Jkm)-e24^rfl (ia4B - 4E)t>U<«48NFr^ . mS^^mmi^ti. BrdUf*^^ 

[0086] <f^m> Ms-chMiL(D^mmm{z:Mir^DNA-^mmf^i^^m4i:i^'r, 1114 

(DA}-i^ MS-ChMlLdSHUVECstD^WlMtCiSDNA-a-fifeSTPJ-^i-S^^. Bf*. 

MS-ChMlL;5SHUVECs<DFGF-2$iJS5:{c:J:5DNA'^^S:liS^#6*Jl-PMi~SCi:s 

Cfi. MS-ChMlL^^HMVECstDDNA-a-fifeSTPWi-^-^. Dfi. MS-ChMlLl^S 
NHOFsODNA-g-fife^PaWbTfeV^^t, Ef*. MS-ChMlL^a^MRC-SODNA-g-^^PlW 

/Kif— ^/i')lia{ji>y-i-SWlc^(**f*P < o.OK ***«p < 0.001 )^^i-o 

[0087] 100 u g/mL<^MS-ChMlLf*tW^#Ml^^*ffl)i& (human umbiUcal vein 

endotheUal ceUs:HUVECs. Clonetics^t) lCi3tt^FGF-2. VEGF. HGF. FBS^#6<J 
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fi:DNA^^^m^^^\mm\^fcm4A)o i^tc MS-ChMlL(Cj;^FGF-2^lfe#6^''.e 
DhiA-^f^(DmH'i.Mmi^^^i^m.^^tlfz. (I14B) „ MS-ChMlL(ClJ;SDNA'^^<D 
Pfl^f^f&OjfiLWl^-SJ^JlS (human dermal micro vascular endothelial cells; HMVECs 
, Clonetics^h)-et>^bnfc(|ll4C)o b^^U^fe^^ib, th^*i^^|^-efc?)normal 
human dermal fibroblasts (NHDFs, ^^^M) . MRC-5 cells (normal lung fibroblasts 
)-ef*. lOOAig/mL OMS-ChMlLl;:J;5DNA'^fife(D|5i.*}i1S^$tT/>iCd^ofc(ia4D 

[0088] isLmp%&.ms^<DWf&j^mKmvfm(Dm^ 

<:fj^> 245a:77"W— ht^x Growth factor reduced Matrigel (Becton Dickinson^!:) 
;lr320uL/^73i/V-e;!jP;t-C. 37'C-e30:$>F^^>'=¥^^— hUy^o EGM-2J^Mfe (Clonetics 
^t)^EBM-2j^fl6(Clonetics^t)■Cl/8^C#^b/cJ#«fe^fflV^-C. 50,000 ^/mL<7) 
HUVECs^tfjBflJiajSI^IK^m<iiU:^Co 5NaJ!all^^^^lmL (50,000^) IcllOO. 25. 12.5 

At g/mLO*a^;tMS-ChMlLfcSV^^*^^5/:7T— (25 mM HEPES, 0.15 M NaCl. 
1>H8.Z)^Mk.X^ Growth factor reduced Matrigel-e=3— hL/c24:A::/l/— hlCv'— 7=' 

[0089] <Jgm> MS-ChMlL^SHUVECsOWllS?^^^^ia*i-S-^^El5(;i^i-„ Af*. 
25 mM HEPES, 0.15 M NaCl, pH8.3^. BfiMS-ChMlL 100 m g/mL^. 
MS-ChMlL 25 u. g/mL^. D{:iMS-ChMlL 12.5 ix g/mL(Dm^^. /W^— 
lOO/zmfSr^fo MS-ChMlL{*. HUVECs<?Dlf !^J^^^i^S^fe#6^t-Pi.*i"S-i: 

mmme 

[0090] jfiL'trt^j^fflJiaojSjfeisa^f^fflo^i?^ 

< > jfilW rt^^JHatOiSjfelli^H: 1 M g/mLOvitronectin (Sigmatt) -e7-</V 
;^'~<D±S*5j:t;^TM^='— ^LyS:3^<Ti^^X8mm(Dt^answeU(Coste^^t)^fflV^T^T 
ofco -r^^t?-^. 24:A::7'l/— h(D#!j73.7H;i0.1%(DjfiL^^tf^J^&. 10ng/mL(D 
VEGF^tf^Mfe. t>U<til0ng/mL(DFGF-2Sr^tPi^ifi^600M L-ToiDX-fCo 
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P^&.MJi^ (human umbUical vein endothelial cells : HUVECs. Clonetics^t) Jfe 
T^t^y— /V'C^Ji^^^^bfcio Diff-Quick^'fe?S(Dade Behring^h) 'C^'-r 

[0091] <^m> MS-ChMlL;55HUVECsOjljfe^Pt*i-^ri:^ll6tC^-ro A{*. 

MS-ChMlLd5HUVECs<^VEGFlJ:*f-t-§jSjfeSrPi.*-r^sl^. Bf*MS-ChMlL;dS 

**fiP < 0.01) o JSjfe^i^C>)^;^^ MS-ChMlL{;iJ;«9VEGF. FGF-2{ZMir^MM<D 
|Ja^;5Sm^$tvfc(ia6AJttJ«6B)o Cl(OJljfel9i.^^*^ lOO/zg/mL MS-ChMlL-eSt> 

[0092] isLm^^mm(Dmmmmi^m(Dmm^ 

< -)3^> 965^:^1/— h^l n g/mLOfibronectin (Sigma^t) . 1 n g/mL<Dvitronectin 
(Sigma^h), 1 /i g/mLcDtype I collagen (Sigma^±)-e3—hbfc„ 1% 
BSA^tf PBS-C^a^y^Sei^t/^rtTo^/t, HUVECs^l .OOO.OOO^/mLtD^^-CjfiLM 
^^fj:\i^^mzMM\^. calcein AM (Molecular Probestt) -e^3fe7^/^bfCo 
^i5fe^=^. 100.000^/well^/^^J:5t-^'^7^/^l-^*nb. lOOjug/mL (^^^^{CJ^eS 
<t5(-MS-ChMlL^»bfCo ST'C, CO #lST-C^J3S^l^F^^V=3r*-<-M./cm 

[0093] <J^^> ia7t3:MS-ChMlL;6SHUVECsOvitronectinlJ:*J"t"5^^^l?i.^i-5w^ 
;t^^^i~(**{iP < 0.01) o MS-ChMlLle:J;«9HUVECsOvitronectinli:^i-Sgl^ 
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PM36S|S^$;h/fCo — fibronectin, type I coMgeniZ.Mirhl^mia^^W'i^h 
fX^f^t^fz^ irfi:t>-tb. MS-ChMlL{:ivitronectin(J:*j-i-S^ll&Og|^^Pl.«-rSw^ 

^^^t7!)^'(^^^:ff^X-h^^t7!)^^Mh^^t^^^fCo vit^onectinf*^ Integrina^ 

B ^j^'^i-5;ii:dS^6>*l/TV^^C:^^d^bxMS-ChMlL}*vitronectini:Integrina 3 
111 " 

[0094] jfiLWi^.S:3SaJia<^)*fflfl&i^»i-B8i-sft?*f 

< :^m> mmM<Dm^fi:^ yn—^^V;^—^— (flow cytometer) \Z.Xy)mf^(r> 

V^:5055^l^^-C#So HUVECs^SrlO cm 000.000 

100 g/inL<DMS-ChMlL<D#l£T. EGM-2i^^-e24^r^^ ^JiS'^^ll^bfCo 
Triton-XlOO. RNase-e^BJia^^Slbfc^. PKpropidium iodide) -C^fe^frV \ 

[0095] < EGM-2^fl&0^-efiMbfc:^-^ (EISA) ^]t-<-C. EGM-2i#«6*3j:t;5 

^^LTV^So L,fc;d5oT. HUVECsf*MS-ChMlL<^f^ffl{ilJ:t)^il&^^<Z)GlS8-e 
#Jl:i-^^^d5;^l^^tvfc(Gl arrest) o 

[0096] jfiLWl^^}SBliat-*5tt5-^hy^-/i5';^p«i5'o:^ci7"T— ^ (MMPs) <Dm^ie:M-rsftl«f 

:3f^-<— hbfc(37'C. C02#^ET)o i5fe#^. 100/ig/mL<DMS-ChMlL<D#^ET. 
TlcflJSS:^ t>b<tilO ng/mL TNF-a-e24^Ffl. ^i}&^*lMUfCo ^ RNAfiRNeasy 



wo 2005/037864 26 PCT/JP2004/015620 

Mini Kit(Qiagenth)*5«fcOTNase I^fflV^TttWb. Omniscript RT Kit (Qiagentt) ^ 

V^iri^;?^:/^^'^— Sr^^^^i^O. l /i M. 5 ^ L02 X SYBR Green PGR Master Mix ( 
Applied Biosystems^h) . 2 n L(DcDNA^-^tf ^^»10 n LOHJS?SJ;l9=ff ofc<, ^fS^^ 

)<Di^^^J^yV^ffofc:„ ^:pe<ja^^^<^l§m»<^^*^b«x GeneAmp 5700 
Sequence Detection Systemy7h'^aiT(T:/7^K/W:^v';^7"ixX*h)^fflV>-CfTo 

[0097] m*S$tt/cPGRmi^*0^»(i. iii|iS$tLfcPCRm^ (^^0DNA) \Z.^^\ArL 
SYBR GreenO^^Vi/-^/V'§S*^PCR1h^iJ^/V'«fcS^6<JlCS!)^b. i^^iJ^/V^tC 

Threshold cycle. Ct)<e^^|±li-§rtt3:J;«9ttofCo f^§15^^T'foS18Sl;i*l-i-§^ 
6<J mRNA (0+B*f6<j/.e^m»f*> ff-^^2-^"^"^"^'^'=*' J;t)^WbfCo 
[0098] <^:l|:> MMP-2.MTl-MMPmRNA(D|§m^^oV^T^||^Lyt„ 139(21 

MS-ChMlL(DHUVECst^i3tt^->'hy5^i^;^^^n7"n7^T— -^(T^mRNAO^^lil^fi- 
5^#^:^i~o AfiMS-ChMlL;&SMMP-2 mRNA(D^m^^^^^J-rS-i:^^ B}* 
MS-ChMlL^SMTl-MMP xsSOAh(n>W^^W^W^^h^^'t<, Pi. #^J*¥*&ffi± 

0.05. **}*P < 0.01) ^^-fo 

[0099] MMP-2. MTl-MMP{i. jflif ^ ^^ffllia^TNF- a 'QmW\JtM'k\Z.^'^ii^ 
^Z.h1s^^hf\rx:\^^{l. CeU Sci., 2001, Jan. ;114(Ptl): 131-139. Blood., 2003, 
March 1; 101(5): 1810-7,Biochein. J., 1993, Dec. 15;296 (Pt 3):803-9)o 
TT-fi. TNF-a (^<t^^m±#(*^»t>e>tt'ie;6^ofc1j<7)<D. MS-ChMlL«TNF-a 
(^;^4SHCj6jt3b-fMMP-2i:MTl-MMP(DmRNA(D^^^Jp$!)bfCo 

[0100] (ig9AS.T/B)o MMP-2^MMP-9J«J£l^^lJ:^<M^5SMMPT*fc«5. ^Jicj^<0 

^^fife^-efesivM37-y:^^^<5>^-rSo MTi-MMP«^!aj^_b-e«ai^ 

(♦:MMP-2^^^4>fbM<^MMPi^^m-r^fc}tT'^^<. s e>^iia^-^hyyiJ'^%5^-r 
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mmm lo 

[0101] FGF-2f|^>^7KVv?jf[LWff^^X/Vl-*3ttS^:^tr^^ (in vivo) Jklf ffi^Pl^f^ffl 

JkWSr^fc^y'VKBr J Pharmacol. 2000, 399, 2-3. 233-237) ^ffiV^-C^tf^UfCo tl 
t^SD^^/hCTil^) (Cih'—'3r:3.7^;^2Ki^v?-7^-<:^:^' (Circular sponge disk^ Ji^$ 5 mm 
X mm) ^W$|5{B!l-ftTl-5i^ffib. W 0 0 11113 0 T^. l::hm^X.FGF-2 ( 

500ng/50 M L/site) ^^^jf >-v?l^ K^-^VX skWWx^^W^l^fCo MS-ChMlL (5 n 
g/50iLt L/site) i^l 0 11113 0 m:^^^^i^\HK^-^l^t^ 4 0 i O^JK^^i^^IJ^j^ia^ 

[0102] <f^^> FGF-2i^m^x^p^^i^i^mmi^^^ffm<D^^:}sxxj^m^mm^^ 

mmm n 

) 

< :3^fe> M-CSF (Macrophage colony stimulating factor) i^^i^CD-W^-^i^^^r 

i^:iJ/l^ • (The Journal of Biologocal Chemistry) (USA) 2000^2>^ 18 0^ 

n 275#7^ p4858— 4864 )Sr— SP3fi:^L.T^liSUirCo 7-8®^(D*iddY-^l>;^( 

VtcM. o-MEM, 10% FBS, 100 ng/mL thM-CSF(Pepro-Tech EC Ltdtt)^tf 
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^(^m^m^)K. 100 ng/mL thM-CSF. 50 ng/mL thsRANKLCRT^tiRANK 
ligand. Pepro-Tech EC Ltdtt)^TJ«MS-ChMlL^[>^V^}iChM-lS:^:&PUfCo 5 0 

m^m^^\^y:t:^yr^—^ (TRAP) ^fe^trofco 
[0104] <3^m> MS-chMlL^t;^chM-I^*.^S^S[#*Hila<^-^~-:^--^l-"C^b^^TV^ 

STRAP (Nature, 2003. May 15;423(6937):337-42, Review) 

mmm 12 

[0105] ^'wmm^mnmi^m<Dm^('wmMs^mm^^m\'^idim) 

#MM^^9mU l^lfiL^^>'^— ;^hbfc^. a -MEM. 10% FBS^ti'itififC^ 
iSSb. 48!j7ai/w:/ix— h{;:500.000^/l^ai/v-T?JK#;i^. 2Ammm^. ^'WM'^(Dj^ 
^^^fl^"t"S-^>65^btb-CVNS1.25(OH)D^ (Nature, 2003. May 
15;423(6937):337-42, Review) ^t/MS-ChMlLfcSV^^^ChM-I^^A^bfCo 8 0 
TRAP^fe^tTofCo 

[0106] <j^M> mi2\ZMS-ChU\LBLXlC\M-\i)^. 'i'M*Wliad^feOflSE'fr*fflia?l^^^«l 
$IJi-§;i^^^-ro Af*1.25(OH) D do'' M) + \f—^7V, Bf*l,25(OH) D (10'' M) + 

2 3 2 3 

MS-ChMlL 10 n g/mL, C{41,25(OH)^D^ (lO'^M) + MS-ChMlL 100 ix g/mL, T)\t 
1.25(OH) D do'* M) + ChM-I 10 ix g/mL, Et*l,25(OH) D (lO'^M) + ChM-I 25 ix 

2 3 2 3 

g/mLSr^i-„ ^^3k. Ms-chMiLs.t)«chM-»*. iRNpmsL(om'wmm(D's^^^mm 
[0107] Wi'WMm^^nm^m<D:^:^^:^j>>m^ 

< ^jfe> ^IS^Ji ltl^«l<D;i^&-ep]iib/cM-CSF^fe#ti<D#ii-^i5'n:7T— 
^Jiatr96!>3./V>^U— h{^10.000^/!?ai/W-eift#r^. 5^6^^^ (^*«iB^) 
, 100 ng/mL fchM-CSF, 50 ng/mL tbsRANKL(Br^'t4RANK Ugand, Pepro-Tech 
EC Ltdtfc)&tJ«MS-ChMlL^^;!nJLfCo MS-ChMlLfi. DayO-5. DayO-3. Day3-5<0 
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m-wmi^^mmu m^wc^^nvtco Ms-chMiL«!fasu> ^s^u 3. 5 b iz^mm 

^W^^. Rneasy Mini Kit (QIAGENtfc) . Rnase-Free DNase Set (QIAGENtt)^^ 
V>T^ RNA^rttWbfCo o<5V^T. Omniscript RT Kit (QIAGENl±)^fflV>-CiS?^^ 
RJt^^m\ cDNA^-^fifeLfCo yr/W^^-CAPCRf*. SYBR"™ Green PGR Master 
Mix (Applied Biosystemstt) jSlU'£;Tl-^-r:?'7-l'-^-^fflV>-CABI PRISM ™ 7000 
(AppUed Biosystemstt)'CllJiUfCo PrimerRodent GAPDH primerf^Applied 
Biosystems^t J; 0^ AU^o 

[0108] fiis^ a!l^bfc#it^^^{*. ^TK^-rm^. ^'WBS^(D^it. ^MKmWl:^^ 
[0109] :iU/vz^h=->'})±-:f^— (ctr) ^m(O^B\^fdf&'WMS^(7)^'-:^'-tL-'^^^ 

tVTV^^ (Nature, 2003, May 15;423(6937):337-42, Review) » M-CSFf^^K'i'^flaM 
^j^J3ao^#^C^^^^<D1^-1'^;^;>('VT*fc«9. -=eoS^#:^^c-finsT'fe^ (Nature, 2003, 
May 15;423(6937):337-42, Review) „ RANKL\-im'WBSi^^^tm^m^'^M(^-^ 
^h;j{7>ri^"efe9x •?^<^^^^*:365RANK-efeS (Nature, 2003. May 
15;423(6937):337-42, Review) „ NFATcl^^fig^'i'^J!a?^^^^-i^^^^(^fe^la^^'efc9. 
NFATcl(0;^tg^pa.W■rS^^i^t#*fflii&3^)^?^^^:i^^<CV ^^^^S^^btV-C V ^-S (Nature, 
2003, May 15;423(6937):337-42, Review, Dev. CeU. 2002, Dec. 3(6):889-901) 
CTR 

F5'-GTGCTCCTCGGGCTGTAGC 

R5'-GAGGATTCCGTGGTTCCTGAT 

TRAP 

F5'-GATCCCTCTGTGCGACATCA 
R5'-CCAGGGAGTCCTCAGATCCA 
c-fins 

F5'-TGGCATCTGGCTTAAGGTGAA 

R5'-GAATCCGCACCAGCTTGCTA 

RANK 
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F5'-ATGAGTACACGGACCGGCC 

R5'-GCTGGATTAGGAGCAGTGAACC 

NFATcl 

F5'-AGGCTGGTCTTCCGAGTTCA 
R5'-ACCGCTGGGAACACTCGAT 
[0110] <i^^> M-CSF^fe#^4#il*ffllla^ffiV^-CM-CSF.RANKL?rf^ffl$•ti:fcgt#*B 
S^]f^^^i^^^^X. MS-ChMlLfSrlO, 25. 50 fi e/mLVWMVS 0 m^^Vtct^l^ 

25. 50 M g/mL<Dmmx-^-wmm^m^^mmKmm^tifcmis)o mm(DW 

m (0-3 0 i ) lCMS-ChMlL^f^ffi$-^S^. ^O^MS-ChMlL^Sr^V^-CJt^LXt) 

^■wmm7bm^^titi:\^^(DicM\^. mm^m 0-5 0 @ ) {cMs-chMiL^^;onbfc 

fi. fig-fi-TO-^-j^;— irbT^btvTV ^^:^;vi/Y=-i^V-^-:f^— (CTR) . 

<DH^-Cfc2)NFATcl^T^RANK(^^^^5®^lCS]$IJ$tl/-CV^fCo — Wi'WM'S^ 

\im^hflfi:t^fz. m 14) o 
[0111] rtve><^:i^*='b. MS-ChMlLf*. ^Sl#JBaJl&<D^#^':/•:^/^«rffll$|J■t-5r ^/j:< X 

UMm 14 

[0112] US-C\iUlh^^Ki:^B\&¥\0;^y/—-^(OmmUY^m(Omx 

<:bm> C57BL6/J-^!^;^(:^;^. 6jlip)<DW§P>^Tl-B16F10^i!g^500,000^/ 
2E-T?3(^1fib-C. 3 0#{cffi5^i^^X^Sy^UI$:$^{t^=?tofCo m^n^fx^tzM. 1 0 
llHl. MS-ChMlL(3mg/mL)*fc:filf— i{'/K25mM HEPES, 0.15M NaCl, pH8.3)Sr 

caliper) -CSD^bfc (Length X width^ X 0.52) o ^^-f (in vitro) X<DEI%F\QM^(D 



wo 2005/037864 31 PCT/JP2004/015620 

^ET^ 10% FBs-e24^^jNa)}a^fij8S:bfc„ Brduf*^^osm<^3^r^. mm^im 

[0113] <?^;^> MS-ChMlUi'l':^lf:!KT-B16F10»<Z)li5fi^ffl]^Jbfc(|1115A. C)o 
>f:/lf ha-CfiB16F10JNBl}a<Z)itJittr«I®jb>fe;6^ofc(llll5B)o 

mmm 15 

[0114] MS-ChMlL^^izX^B16F10?tyy—'^<Dmm^9^Mi^m(Dm^ 

< > C57BL6/J-^'^;:^ emm) l^B16F10j^J!a^50,000^/E5T?|^Ml^ 

1 0 llel, MS-ChMlL(3mg/mL)*fcfit"— ^/K25mM HEPES. 0.15M NaCl, 
pH8.3)^50ju L/site(150/i g/site)-eWlfB^TlCjS^UfCo ^te^. 21 0 @ l^W^ 

[0115] <^M> MS-ChMlL(*B16F10^J3aoJi*fe^^Jl]^Jbfc(|l|16)o 
0.001) o 

MMm 16 

[0116] ikWP^^^JiS<^T:!Kh— v';^m^f^ffl(^^SW 

^^:/V(Annexin V);5S5^'^-r;5r^>^^JffiU;^c#?feMV^-CfTofco 
human dermal micro vascular endothelial cells (HMVECs) ^6:^:/W— Mill00,000'|@ 
/v,e\l(DmmX*mmU ^<0^. jfiL»##ftT-e24^P^-rv=^:*-^— hLfc(37'C. 
C02#^£T)o ^e^^/V^r^Jfe^^x il>«r?&ii^OMS-ChMlL<D#^ET. 10 ng/mL 
FGF-2-C^Jia^*>J^bySio 48NfK^x ^JiS^hy::^iX>'-EDTA-ei<J|||U. Annexin 
V-FITC Apoptosis Detection Kit (BioVisiontt)-e^fe^. yu'-^^h^^—^—iZiX'O 
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[0117] <f^^> MS-ChMlL^^HMVECs^^:*3^tST^J<^— ->:J«>^^ft^^#6*J(-^^l-:^C 

[0118] ^mmi^^iir^'^mmis-chMiLi^iyy<^M(D^m 

i^^. 50mM g^^-^hy!j7ApH5.8^t;«*^i>^--i'if — -e Rr^>fk. m=^f&mmL.tzM 

. 15,000rpm. 105^rfli^>iL^5>il^fTofCo ^'McD_h?tte:9{$*O100%:ni5ry— ^V?: 
;!jp;t. -SOX^X-d^mMcmi^ti^. 15,000rpm-ei0^F^^>il^5>il^tTofc„ 
-C. itm^50mM ^mi-hV^J^^ pH5.8Xmm\^ti^. g^^itOlOO^t^^iJ'y— /V^APX. 
-C^e>tc:i5,OOOrpm-t?10^^i^'C>5)-|II^SrfTofc:o ttm^SM mm. 20mM hU;^ 

, BCA protein assay reagent (Pierce%fc)-eS!l^UfCo o i^:/>^/^^35 m g/\aneX 
10-20%y/^^fflV>TSDS-PAGE;SrfTV\ =:ha-fe/H3~;^J^(;ih7>';^:7r— LfCo — 

>-zL^<—^^iy-$f^-\fXmm^rifc^^'9-^lgG^i^{Dakom ^m\^\ ECLpIusS*; 
^(Amersham pharmacia biotech^t) iZ.X'OMS'a^mW^^oXm'&Rft-^^^f^io 
[0119] <j^m> jmRm^^i^'if^^i^^'^^f^'^^ChMlL^^^^^^mtK^hKjmX 
r*5j^l4kDa<7) Rr^tiMS-ChMlLi?i^/^^®;55#^Ei-S:ii:;iS5g ^^^j:;5iofc (ig 18) 

^iffe^ll 18 

[0120] ChMlL mRNA^^(DmM^MiiM^ 

< :)jm > ChMlL mRNA^^om^^Mttt-oV ^-C{i. -^l>;^(Z)#*i^;&^e>total 
RNA^j*ttJ=^^ real-time PCR^no^tiC^oXM^l^fCo -f-^J^i^^. ^.TK^ir^ 
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m^i:^mMVtCo total YmAitC57/BL6-^^::^<D^1f&W)^hlS0GEn{^^yyi^>'i^— 
i^M)^fflV^-C^Atii=^. RNeasy Mini Kit (=3f T^V^^) *5 iT^RNase-Free DNase Set 
(d^ry^M) K^'0^])—:^Tiy:^l.tCo cDNAO-g-^}*. Omniscript RT Kiti^T'^l^ 
M). RNaseOUT Recombinant Ribonuclease Inhibitor (^i^lf bni^ai^-^) ^ ^XXJ^ 
Random Primer(^;(;^/M^M)^^V^fci^fe^S^£?l-«t«9fTofc:o Real-time PGR 
mouse ChMlLite^l-*f-rS-feV>^:/7-r-^— . Tl^^±>y^-^y4-^-. SYBR 

Green PGR Master Mix. cDNA^t?KJ^??S^fflV^-CtTofCo Zf^^-^—^. mouse 

GhMlL mRNA<7)aiJ^ffl^;bT(-fe>'^7'^^-^— )5'- 
AAACAGTTGTGGGGCGAGGTAT-3 ' . (T^^^-fe>';^>^7-l' ) 5 ' - 
AGTGTGGTGGATGTGATAGGTTTTG mouse GAPDH mRNA 

;»^^*t;?)-^^ALfct><0^ffiV>fCo PGR^j^?}*. l)^14(95*C-ei5#ra). 2)T^ 

'^^0|i^*<Z)^4>fkf*. GeneAmp 5700 Sequence Detection Systemy^h^^T ( 

mm^B(Dm^mmWMi<D ^ <D^t>5Threshold cycle (Gt) U^W 

[0121] GhMlL mRNA(DnMmj:mm.m = 2<°--»-^'^''-^> 

< J^M > ChMlL mRNAO^^(*T=3rV':J^IBit;i jSV ^TS^iiftd^ofc (13 1 9) » S s 

mm. mmm. mm. ^m. jwj#ic*3v>-ct>GhMiL mRNAo^m 

i!)^M.hfhfz7!)^^ r^u:;^mtit^^ti^^Mz.m)^^fc^ mm. 'ij^Wt. sfm. w 

m. /J^Mx JilJtemi^^vl^oV^-CGhMlL mRNAO^mf^^ai^tVT^Cd^ofCo 
^d^^). GhMlL«:8i#M6^t-^mL.-CV ^5r^:6S^l^$t^./Co 

^ife^d 19 

[0122] -^!i7;7?.JBijispiJia<^^lll*3<tTJ«GhMlL mRNA|i^O^J}S#M^4^i?*f 
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^tfDMEM/10% FBS4^-e3^ra?^>fbbfci(37*C> 5% C02)„ g^-O^. nhtltcmS^ 
^l/5/h^DMEM/10% FBSfC^iSb. 10 cmiX-^— V-l^'ei^^U/::(37'C. 5% C02)o 

[0123] ChMlL mRNA|Sm<^JNBfia#Mtil-oV ^X\t. '^^:^mm^^^XXf-^^:^^M(Dm 
iia^^^btotal RUA^^m^. real-time PCR^tf 5-^t-J;oT^*f bfCo iris:f:>ib. 
^Ti^^i~^i^i^^^MMVtCo total RNAtiRNeasy Mini Kit (=3eT<5^VM) *3 .ttJ? 
RNase-Free DNase Set (=¥T>5^>'jK) (JliOttmUfCo cDNAJD-^fifef*. Omniscript 
RT Kit(=2^Ty>'$S) ^ RNaseOUT Recombinant Ribonuclease Inhibitor ('fVlfhn^^ai 
>'M). 43j;-0?Random Primer (i57;*^^W:^^)^fflV^fcj^^^SJi£^t-J;9=ffofCo 
Real-time PCR^i. mouse ChMlLmB^i^M-f-^-^^^^^-^y^-^— . T^^^l^^-f 
7^-^—^ SYBR Green PGR Master Mix. cDNA^tfS^&^S^fflV^-CtTo:fco ^7 

mouse GhMlL mRNA<Z)a!l^ffli:UT(-fe:/:^7'7^-^— )5*- 
AAACACTTCTGGCCCGAGGTAT-3 ' . (Ti^^-feV;^:?"^^ -^~) 5 ' - 
AGTGTGGTCCATGTCATAGGTTTTG -3'^ffiV>fCo ^fc. mouse GAPDH mRNA 

;»^C^^b^l^f>^ALfc^<^^fflv^fco PGRS^&I*> D^t^Os'C-eis^^). 2)T^ 
— y i^i/joim* ASfc:^ (eo'C-ei^^ra) <D^ff:-e40i^-l'i?/^*■t?ff ofco ^^Wit 

^^=-<^|il^i<^^*^k{*. GeneAmp 5700 Sequence Detection SystemV^hl^aiT 
^fflV>TfTofCo -T'fct^'^x Jiilig^tvfcPCRmi^tClj^'&bfcSYBR GreenO^^fei^i^ 

-:^/^5as^pcR1^>r^5'/^#^^Ml^6^^-^B!l5gb. •^^^/i'mi^mr^pcRmm(Dmm 

^ie^)<^)^:bSThreshold cycle {COm^MtiMr^^tizX^notio F^lfP^tpT-fo 
5GAPDH{C*fi-SChMlL mRNA<D*B*fW>'^^m*«. £ATl-^i~th^^t-<t^^ 

[0124] ChMlL mRNAO+a*t6^^^^ma = 2^^"'^'°^"^' 
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MMm 20 

[0125] mm!kW^Sr^i^Mir^MS-chMiL(Di'^mmi 

ikWfh^Mf^^^lii't^f^ibiZ.^ l^^#:^LTrabbit anti-von WiUebrand factor 
(vWF) Ab (CHEMICON^i)^ rat anti-mouse CD34 mAb (Hycult Biotechnology^^ 

3-Amino-9-ethylcarbazole (AEC) (Nichirei^^;OPX.. ^-rh^iyV^'Cmt^^^ 
[0126] *fc:. vWF Ab^fflV^T^#.bfc9]>H-tr®«S^T-e«^«^^{-J;oT. 0^ 

3^(D:r.]}T<D^^i^^^W-tii\^. blood vessels/hpf(high power field) i:L'C^Ufc„ 
[0127] <m^> MS-ChMlL S^«^-eW:> vWF^U?CD34^<^ffi3^rt<^jfiLWl^^^ 
JI}&;65i^^bTV^fCo (ia21A. B)o ::itlh<D:zt7!)^h. MS-ChMlLfilfelfff^P-i-^f^ 

mmm 21 

[0128] MS-ChMlLS-^tJliSLewis lung carcinomas (LLC) (Di^mil^Mi¥^<DM^ 
< ism > csTBLe/j-^-^/;?^ (Jr:^. mW) <^)'S'$P^Tt-LLC^i!& (ATCC No. 
CRL-1642)^500,000^/PE-e^ttb-C. 3 0 m^-M^i^-rX^a!|^U||5>{t^^To 
;/to P5>ttSrfTofc=^, l 0 llsl. recombinant human MS-ChMlL(3mg/mL)^fci* 
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vehicle (25mM HEPES, 0.15M NaCl, pH8.3)^50m L/site-e^^Ji&Jlia<^>^Tt-S 
-^bfCo ^mS^(Di^^:^^m B caliper-eSy^Ufc (Length X width2 X 0.52) o in vitro 

MS-ChMlL(^«ET. 10% FBS-e24^raJNBjia^^J^UfCo BrdUfi^^O^^tDS^ 

[0129] < ^;^> MS-ChMlL(*in mwoX-LLCmfi^(DmM^i(\iUVfc (I1I22A) o — in 
vitro-ej*LLCJNaJi^<Oii5ft^W]^JL/.C;6^o/ci(|E|22B)„ MS-ChMlL 

^ife^ll 22 

[0130] :fyp^<--'^^^utikm\HAM<^r:^v—->:m^i¥m<Dfm 

^:^M.fcT>i^h— i/;^fl^f^ffl<©^!?^J*CaspACE FITC-VAD-FMK In Situ Marker ( 
Promega$Sl);S^fflV^m^febfc„ CaspACE FITC-VAD-FMK In Situ Marker (i^Jia^ 
jg140FITC^^;^^'?—^PI.«^JVAD-FMK (FITC-VAD-FMK) "C. ^JiSOt^g^ 

mM^fy^o 6:A::/l^— hlCHUVECs^l55,000^/weUO|t^-e. MRC-5 cells (S>fb 
^W^Bf^^^^y y^^-fe^"^— No. RCD0211 1) ^lOO.OOO'lS/welKDiSS-t?-?:^!/-? 

tvi^au ^<^#. jk^##?£T-e24^F^-i':/=3E^^-<-M-fci(37'C. C02#liT)o 
^•^al/^'t:^5fe#=^^ 25?g/mL<DMS-ChMlL<Z)#^ET> 10 ng/mL FGF-2-e*fflJia^*lJ 
iltUfCo 48I^Ffl=^. 10?Ma:5fcSJ:9t-FITC-VAD-FMK;SrmADb. 30:$>ra'1' 
-hLfci(37r. C02#:ST)o ^flS^W^^e/^-EDTA-efUglb. :7t2w-^j-^|.pt— >jr 
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[0131] <j^;^> MS-Chmu-iHVVECsK^n^:h:^^<—'^^l^\^tir:^^—^^:^^mm 
Vk.o —io. MRC-5 ceUs-e{*;«7;^N°— ^^in-bfcTJKb-i/^^Sia^^tV^fed^ofcC 

ia23)o z.f\.h(r>z.bt^h. MS-ChMiL«jfiLWi^-SjNBI}a#Mfi«Jlc;<7x^/^— €^:^M.:rc 

mmm 23 

[0132] chM-\^>'y<^m<D:kmMx-(D^mtmm 

pET^iJ'^— (Novagen^)lC^ti— — :yi{^Ufc(pET-shChM-I)„ pET-shChM-I^ 
:k:J®0OrigamiB (DE3) pLysS (Novagentt) l;i?1^1ttfe#iLfCo :^J»m^LB^«&'^'-ei 

Tfgt/^bT^krMH^Sr^WiyMkU. 6 M i^^T^i^'V. O.l M NaH PO^. 0.01 M 

mmmm ph 8.ox-^m<t^. mMmi^x^^m^m^^m^u nickei 

nitrilotriacetic T:ffn—yfs{Qiagen^):fJ9M^T:fy'^\Jto ;«7^-i^Sr8 M 0.1 
M NaH PO , 0.01 M hVy^mmmmm pH 8.0T'j5fei^b. ^^^)/— /V^S^^^^sr 

2 4 

j^i$lx.^>'>'^:5'®<lr^tWbyho ^ttiPi:9-^PD-10:^;7A(Amersham pharmacia 
biotechtt) KT^^^V. 25 mM HEPES, 0.15 MNaCl, pH8.3lZ.y<^yyr^^^l.t:io 
#S.|fe;t^i^^^^W^?^ff <^^i/K^=^v'^^i^ Triton X-114^fflV^TAida^)(^;^fe( 
Aida^ ^<?-Y— t'/V":^::/*^5j.ynv?:<7/W«yy5'X(Joumal of Immunological 
Methods) (Netherlands) 1990^9^14 0111^7 132^2^ p 191— 195 

i:ifj:^X^i^Tnton X-114^*PX.-C. 7i(,±X'30^^ 37'C-ei0:9--l'>'=3r:x-<— hL/c^. 

2000 xg, 25'CXio^m^'t-V±m^^m^fc. ::L(D±mi^M^M&i^^i%ti£^X^ 
l;iTriton X-114^Sr*Px.-C. _biE©lfef^^t>9— Si^^jgLfCo PD-10;«7^i>.^l% T^^t 

(Polett)T-3i>'Kh^i/:^Sr^*bfc25 mM HEPES. 0.15 M NaCl, pH8.3 
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izm^l^f^'^. mM^ChM-l^:yy<i!^M^W^ry7^L-Xm^\.X\^ ^STriton 
X-114^^^b:/ho ^>'Fh=3ev'>'jg|t(i^ Limulus amebocyte lysate assay ( 
Biowhittackertt)-eS!|^bfc„ ^>^^<^mmmit. 4^jfiD.«T/^:^^^^^Sr;^i5':/^-Kl- 
ffiV^T. BCA protein assay reagent (Pierce^±)-e?ai^LfCo ^MUtB^K-ChU-l^ 
://-?iJ'S5rl5%yVV''CSDS-PAGE^=fTV\ GelCode Bluestain reagent (Fiercest) "C^ 

[0133] <)^m> mU\^fcM.m:^Cm-\^>'^<^M<DSDS-PAGE^mML.GelCode 

Bluestain reagent (Pierce^h) X'm^Vfz.^^^^m24\Z.^ir (I — VI : ^Mjc^t (- 2 

iSl;tChM-ItJ^>'/'?^@<^:i^>'Kh^i^Vi^^f*5 EU/mL/mg protein7|5^-efe«9x J|X* 
«:10-20 mg/Li#^-e*>ofCo ±|B(7)MS-ChMlLi:I^C;ferfelcli;«9. m^;tChM-Ii? 

[0134] m im^i^^V^':^'f'V^^^:^^>'^^^yhm^X^^mvti^^t:^iro 

m2]-»Smik^V^^'^V(DmUMn(D^M'^XSDS-PAGE^mMV. CelCode 
Bluestain reagent (Fiercest) T'^^UfdJ^^ (A) . ChMlLtChM-I(D§]»f^(OJt|5e( 

[|g3]iftMbfcjat^X.MS-ChMlLi5':/^-?^«OSDS-PAGE^^JiU. GelCode 
Bluestain reagent (Pierce^±) X^'^l.fd^^^^'f'o 

[ia5]MS-ChMlLd5HUVECs<DWll^?^^^Pi.*i"^-^^^"t"o 
[ia6]MS-ChMlLdSHUVECs<D]SjfetrPl^i-§vli:^*-t"o 
[|l|7]MS-ChMlL^5HUVECs(01:f (vitronectin) lC>ttt" 

[|g8]MS-ChMlL>J5HUVECs(OjNBMS8SrGl^-e^^Jli^-^§vltiSr^i- (A: 25 mM 
HEPES,0.15 M NaCl, pH8.3. B:MS-ChMlL lOO/z g/mL)o 

[@9]MS-ChMlL<DHUVECste:^3ttS-^hy^x^>^;?<^n:/n-7^T— -^<OmRNA<D|§^ 
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m^ir^^t^^-tiA:25 mM HEPES, 0.15 M NaCl, pH8.3. B:MS-ChMlL 100 ju 
g/mL)o 

(DM^^ifdUir^^t^^iriA: M-CSF lOO ng/mL. B: M-CSF 100 ng/mL + 
RANKL 50 ng/mL + tf — ^/V. C: M-CSF 100 ng/mL + RANKL 50 ng/mL + 
MS-ChMlL 10 fx g/mL, D: M-CSF 100 ng/mL + RANKL 50 ng/mL + MS-ChMlL 
100 u. g/mL. E: M-CSF 100 ng/mL + RANKL 50 ng/mL + ChM-I 10 u. g/mL^ F: 
M-CSF 100 ng/mL + RANKL 50 ng/mL + ChM-I 25 g/mL)o 
[|g 12]MS-ChMlLS.tJ?ChM-I;&S^ 'WM^^S^^^hCD^'WMS^^^^tf^Mir^^t^^ 
i-(A: l,25(OH) D (10"^ M) + If— ^/V. B: l,25(OH) D (10"* M) + MS-ChMlL 10 n 

2 3 2 3 

g/mU C: l,25(OH) D (lO'V) + MS-ChMlL 100 ng/mU D: l,25(OH) D (10"^ M) 

2 3 2 3 

+ ChM-I 10 fi g/mL. E: 1.25(OH) D (10"V) + ChM-I 25 n g/mL)o 

2 3 

[|l|15]MS-ChMlLS-^lc:J;^B16F107«7/— ^<7)itm«]^Jf^ffi<^^^^;^^^i"o 

MS-ChMlLS-^ie:J;t)-rvif:^<-x?Bl6FlOp«7/— '^oit5S:&5^1^$^J^^^S-^^^i"( 
A.Oo MS-ChMlL{*, -fVlf hn-eB16F107<7y— ^^llS<^ii5a<Sr«]MU'feV^ri:^ 

^-r(B)„ 

[iai6]MS-ChMlL^SB16F10p<^y— ^(^Jl$^^?r^^J«-i:^^i"o 
[|gi7]MS-ChMlL;iSjfiL<tl^^jJai|g(DT:^h— i/:^«r^^i-5ri:^^-ro 
[Ell8]jEi*ij^{-tiFr^14<^MS-ChMlL;65;j^lS-t-:5rt^^i-„ 

[iai9]chMiL mRNA{i. ^i^mM<D^xmi^^m&oi^^m^x\^^^^t^^'to 
[ig2o]chMiL mRNAfi. mm^mm(D^xhmmmc!mm&3\^mm^x\^^^^t 
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m2AMUVtcm^^ChM-ld'>'y<^M.<7)SDS-PAGE^MML. GelCode Bluestain 
reagent (Piercelfc) -CPH^'^VftW^^^iTo 
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[8] ^lf|iT5:y^^^/6S^ Tir^/V-S. lf:^^i^Sx Boc^. ^U<«Fmoc 

[10] ga^J#-^3(D4-243# g OJ?i^W:^^KgB3?lJ^^o^^:9'^. *fc{*iH>?lJ#-^3 

-rxb. d-oifiLif^^«j$«Jfi&tt^tJ^/*^cf*#siiiJi«i^jfi&i4^*-rs3^^y-<^^K 

[1 1] ft^^2— 6(DfpItL/5^{^iB«<D7Ky-<:7'^K^3'-K'rS5?:5^W:^^KBE^J^i^o^ 



wo 200S/037864 



42 



PCT/JP2004/015620 



[12] m^m9'-ii(Dmti7f)^z.tm.(Dmm^^^tf-<^^—o 
[133 m^mi2(D-<-i^^-Kx^^mm^tifcm^mmo 

o 

[16] ^^^Jiad^bHIiR^tvfctt W?S^TritonX-l til^'L^^gl^a'Sr 

®Srl^*i-SX@^tf'.m#ix.thChM-i3lfimia;tfcbChMiL?rMati-^:^feo 
[19] i*m?g^iiiilx-r5X5gj^i^<Di--<-c<Dxm{-*3v^-c. ^jKy-<>^^K^t?^lK 



wo 2005/037864 



43 



PCT/JP2004/015620 



[24] m^. mm^-^"^. ^M^mw^m. mi^mm(r>\^ ^'rti^^<Dmm<D^WfKm\^^^ 



V/O 2005/037864 

[mi] 



1/24 



PCT/JP2004/015620 



kDa 

12 3 4 




wo 2005/037864 

[1112] 



2/24 



PCT/JP2004/015620 




wo 2005/037864 



3/24 



PCT/JP2004/015620 




4/24 

WO 2005/037864 PCT/JP2004/015620 



[134] 




5/24 

WO 2005/037864 PCT/JP2004/015620 



cms] 




wo 2005/037864 

[136] 



6/24 



PCT/JP2004/015620 





wo 2005/037864 



7/24 



PCT/JP2004/015620 



[la?] 



n.s. 




vitronectin fibronectrn collagen I BSA 



wo 2005/037864 

[las] 



8/24 



PCT/JP2004/015620 




s^unoQ 




wo 2005/037864 



9/24 



PCT/JP2004/01S620 



[09] 



CD e 




e-JNl 
paieinuinsun 



CM 
■ 

JCL 



"in/ymo-siN/B-dNi 




paieinuinsun 



10/24 

WO 2005/037864 PCT/JP2004/015620 



cm 10] 





wo 2005/037864 



11/24 



PCT/JP2004/015620 



[mil] 



E 



CO 

o 



i t 

= o 
o w 



fl> 

U- Z •= 

9 a: > 

< CD 



.£ 
-I °> 

= o zi 



O 



¥9 

+ + 



E 

-I 5t 

E^g 



_ .0 
^ fit S 



c o ^ 
o «> o 

o _| 

X — 



+ + 



I. ? "S) 

CO ^ 

o **> «o 

O _J CM 

CO < S 

o a u 
s + + 




wo 2005/037864 



13/24 



PCT/JP2004/015620 



[11113] 




wo 2005/037864 



14/24 



PCT/JP2004/015620 



[iai4] 





HOdVO uofssajdxa eAiteian 



wo 2005/037864 



15/24 



PCT/JP2004/015620 



mi5] 




wo 2005/037864 

[Bile] 



16/24 



PCT/JP2004/015620 



150 




wo 2005/037864 



18/24 



PCT/JP2004/015620 




wo 2005/037864 



19/24 



PCT/JP2004/015620 




wo 2005/037864 
[11120] 



20/24 



PCT/JP2004/015620 



0.015 

< 




wo 2005/037864 



21/24 



PCT/JP2004/015620 




wo 2005/037864 



22/24 



PCT/JP2004/015620 




wo 2005/037864 



23/24 



PCT/JP2004/015620 



[1323] 



4« 



US 

u. 
I 

o 
o 



c O 



I 

a 
b 



t/> CO 
UJ UJ 

Q. a. 

LU LU 
X X 



^ + 

o 



i 



3 



11 

CO CO 

•o + 

« CM 

32 




24/24 

WO 2005/037864 PCT/JP2004/015620 



[I2I24] 



kDa 



1 2 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representatiansT)f the original 
documents submitted by the appHcant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 
-QTfADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

^ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) or EXHIBIT(S) SUBMHTED are POOR QUALIFY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



